T HE FACTOR VIII (FVIII) for expression of FVIII fragments for one to two hours. For immunoblotting the cells were suspended in 0.1 volume 0.14 mol/L Tris, pH 6.8, 3% sodium dodecyl sulfate (SDS), 5% 2-mercaptoethanol, and 10% glycerol; and they were lysed by boiling and brief sonication.
For neutralization the FVIII fragments were partially purified. Since they are contained within insoluble inclusion bodies in E co/i. purification from the bulk of the soluble proteins was achieved by differential centrifugation and washing with 0.5% Triton XlOO in 50 mmol/L Tris, pH 8.0, 1 mmol/L EDTA. Pellets containing fragments HO, Hi, H1.1, H1.2, and H2 were then suspended in 50 mmol/L Tris, 1 mmol/L EDTA, 8 mmol/L urea, 0.02% sodium azide, pH 8.0, for ten minutes and dialyzed overnight against barbital-buffered saline (BBS: 0.025 mol/L barbital, 0.125 mol/L NaCI, 0.1% sodium azide, pH 7.5) to show neutralizing activity.
Other details of the purification were previously described."
Immunoblotting. For personal use only. on August 30, 2017. by guest www.bloodjournal.org From rotator. After centnifugation for 1 5 minutes at 12,000 g, the supernatant was mixed with an equal volume of normal pooled plasma and tested for FVIII inhibitor activity. Buffer and incubation conditions were like those for the Bethesda assay.'8 Residual FVIII activity was measured as described above. and a spontaneous ( Fig 2B, IN) series (Fig 1 D) . The L4 fragment was also present in extracts of L3 and L3. 1 (Fig 4) Fig 1C) to which they bound on immunoblots.
RESULTS

Deletion
Each group was then subdivided depending on the source of the inhibitor (hemophiliac or spontaneous) and type (I or II). Table  1 show that there was no significant difference in epitope specificity that could be attributed to the source or type of the inhibitor. to which it bound on immunoblots (Fig 3A, 3B; Fig iC, regions II and III) but also by fragment HO, to which it did not bind ( Fig  3B) . Fragment HO contains the FVIII Al domain (Fig 1C, In weak reactions the intensity of the band in the inhibitor immunoblot was much less than that of the same band in an immunoblot with MoAb or in a stained gel.
The numbers in
Specificity is for binding to FVIII thrombin-cleavage fragments by immunoblotting. Sizes are given in kilodaltons.
When the first fragment in a series (is, L3-13.6 ) is the only one tested. the others were not done, and they are left blank in the table. Immunoblotting was not done only if the reactions with either L3 or H2 are very weak or if the supply of plasma was exhausted.
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